Evaluation of commercial dysferlin antibodies on canine, mouse and human skeletal muscle.
Immunostaining of muscle biopsy cryosections is a powerful tool for identifying protein deficiencies. For dysferlin, a protein associated with limb-girdle muscular dystrophy and Miyoshi myopathy, weak immunostaining of normal muscle has been a problem in reliably identifying dysferlin deficiency in human patients or dystrophic animals. Here we use skeletal muscle cryosections from dog, mouse and human to test several dysferlin antibodies under different conditions of fixation, and without fixation. NCL-Hamlet antibody (mouse monoclonal), following fixation in acetone/methanol, provided the strongest and most reliable staining in sections of human muscle as well as of dog and mouse muscle. Unlike animal tissue, unfixed human muscle also gave strong and reliable staining. NCL-Hamlet 2 gave good staining in all species. Epitomics (rabbit monoclonal) antibody gave good staining of all muscles, and did not stain muscle of dysferlin-deficient mice. However, it strongly stained muscle sarcolemma of patients with dysferlin deficiency, making the antibody less useful. Abcam antibody gave weak staining, and Santa Cruz antibodies did not immunostain muscle dysferlin in any species tested. NCL-Hamlet antibody was optimal for immunoblotting in all species. Use of select antibodies for immunostaining and immunoblotting, and optimization of immunostaining methods, should increase the sensitivity of detecting dysferlin deficiency in skeletal muscle.